Introduction {#s1}
============

Cancer is an important cause of death worldwide (Chakraborty et al., [@B3]). At present, three major therapeutic strategies to treat cancer are used, namely, surgery, radiotherapy, and chemotherapy (Chakraborty et al., [@B3]). One of the great advances in the treatment of cancer was the introduction of cisplatin as a chemotherapeutic agent (Rosenberg, [@B37]). Today, platinum derivatives form part of the chemotherapy of almost every second cancer patient (Galanski et al., [@B14]; Fennell et al., [@B12]). The currently approved FDA platinum anticancer agents cisplatin, oxaliplatin, and carboplatin have proved efficacious against a wide variety of tumors, with cisplatin treatment considered to be curative for testicular cancer (Einhorn, [@B10]; Chovanec et al., [@B4]). Despite their beneficial effects, treatment with these agents is hampered by the development of drug resistance as well as dose-limiting side effects (Rabik and Dolan, [@B35]; Kuok et al., [@B26]). To overcome these problems, alternative metal-based anticancer agents are being developed. Current research efforts focus on a variety of non-classical metal anticancer drug candidates (G Quiroga, [@B15]; Romero-Canelón and Sadler, [@B36]; Wang and Gao, [@B44]; Johnstone et al., [@B24]; Shahsavani et al., [@B40]), including non-platinum complexes, Pt(IV) constructs, multinuclear constructs, and monofunctional Pt(II) complexes. Monofunctional agents disobey the classical structure-activity relationships (SARs), which stipulate that active platinum complexes should have two labile leaving groups to form bifunctional adducts with DNA targets in the nucleus (Sherman and Lippard, [@B41]).

Phenanthriplatin, *cis*-\[Pt(NH~3~)~2~Cl(phenanthridine)\]^+^, is a monofunctional anticancer agent having greater efficacy and a complimentary spectrum of cancer cell activity compared to that of the clinically approved platinum agents (Park et al., [@B34]). These differentiating features suggest the possibility for avoiding drug resistance and dose limiting toxicities. Phenanthriplatin forms highly potent monofunctional adducts on DNA (Kellinger et al., [@B25]) that are capable of inhibiting both RNA and DNA polymerases. Previous research indicated that phenanthriplatin effectively inhibits the ν, ζ, and κ DNA polymerases, as well as the Klenow fragment (Gregory et al., [@B16]). Upregulation of Pol η, which performs inefficient but high fidelity translesion synthesis (Gregory et al., [@B16]), has been demonstrated to play a role in the development of resistance to cisplatin (Hicks et al., [@B19]). The observation that phenanthriplatin is toxic to both Pol η^+^ and Pol η- cells and impervious to other bypass polymerases indicates that phenanthriplatin may escape common cellular resistance mechanisms (Gregory et al., [@B16]).

In recent years, it has become evident that membrane transporters play an important role not only for resistance to chemotherapeutics, but also for selective uptake of anticancer agents into cancerous cells (Ciarimboli, [@B5]). Some transporters such as the polyspecific Organic Cation Transporters OCTs (OCT1-3), the Multidrug and Extrusion proteins MATEs (MATE1-2K) and the Copper Transporters 1 and 2 (Ctr1-2) mediate the transport of platinum derivatives through the plasma membrane (Zhang et al., [@B49]; Lovejoy et al., [@B30]). Interestingly, OCTs and MATEs share many substrates. Therefore, because of their expression on the basolateral and apical membrane domain, respectively, of secretory epithelial cells, such as those of renal proximal tubules, their concerted action (basolateral uptake by OCTs and apical efflux into the urine by MATEs) mediates the vectorial transport of substrates, resulting in their renal urine excretion (Ciarimboli, [@B6]). Because transport by MATEs functions as an exchange of substrates with H^+^, the slightly acidic pH in the tubular fluid stimulates secretion processes. Indeed, OCTs and MATEs have been implicated in the development of platinum derivatives side effects such as cisplatin nephrotoxicity (Harrach and Ciarimboli, [@B18]). It is not yet known whether cellular phenanthriplatin uptake is mediated by membrane transporters. We therefore studied its interaction with OCTs and with the efflux transporters hMATEs.

Materials and methods {#s2}
=====================

Cell culture
------------

Experiments were performed with human embryonic kidney (HEK) 293 cells (CRL-1573; American Type Culture Collection, Rochville, MD), which stably express mOCT1, mOCT2, mOCT3 (Schlatter et al., [@B38]), hOCT1, hOCT2, hOCT3, (kind gift of Prof. H. Koepsell, University Würzburg), hMATE1 or hMATE2K (Schmidt-Lauber et al., [@B39]). Some experiments were carried out with mouse embryonic fibroblasts (MEFs) from animals with genetic deletion of Ctr1 (Ctr1^−/−^) or not (Ctr1^+/+^) (Nose et al., [@B32]), provided by Dr. Yasuhiro Nose, Duke University Medical Center, Durham, USA. HEK 293 cells were grown at 37 °C in 50 mL cell culture flasks (Greiner, Frickenhausen, Germany) in DMEM (Biochrom, Berlin, Germany) containing 3.7 g/L NaHCO~3~, 1.0 g/L D-glucose, and 2.0 mM L-glutamine (Biochrom), and gassed with 8 % CO~2~. Penicillin (100 U/mL), 100 mg/L streptomycin (Biochrom), 10 % fetal calf serum, and, only for OCT transfected cells, 0.8 mg/mL geneticin (PAA Laboratories, Coelbe, Germany) were added to the medium. MATE transfected cells were selected with 0.4--0.5 mg/mL hygromycin B (Invitrogen, San Diego, USA). MEFs were cultured in DMEM supplemented with 20% (v/v) heat-inactivated fetal calf serum, 1 × MEM non-essential amino acids (Biochrom), 100 U/mL penicillin/streptomycin, and 55 μM 2-mercaptoethanol (Öhrvik et al., [@B33]). The medulloblastoma cell line DAOY was obtained from ATCC-LGC (Promochem, Wesel, Germany). The medulloblastoma cell line UW228 cells was obtained from M. Frühwald (University Children\'s Hospital Münster, Department of Pediatric Hematology and Oncology, Münster, Germany) with kind permission of J. Silber (Department of Neurological Surgery, University of Washington, Seattle, WA). These cells were cultivated in RPMI 1640 medium (Biochrom, Berlin, Germany) supplemented with 1 mM [L]{.smallcaps}-glutamine, 100 U/mL penicillin G, 100 μg/mL streptomycin, and 10% fetal calf serum in 25 cm^2^ tissue culture flasks (Greiner Bio One) in a humidified atmosphere of 8% CO~2~ at 37°C.

Experiments were performed with cells grown to confluence for 3--8 days from passages 12--80, depending on the cell type used. Culture and functional analyses of these cells were approved by the state government Landesumweltamt Nordrhein-Westfalen, Essen, Germany (no. 521.-M-1.14/00).

Fluorescence measurements
-------------------------

The interaction of phenanthriplatin with transporters for organic cations (OCT1-3, MATE1, and MATE2K) was investigated by measuring its effects on the uptake of the fluorescent organic cation 4-(4-dimethylamino)styryl-N-methylpyridinium (ASP^+^). Microfluorometric measurements of ASP^+^ uptake were performed with a fluorescence plate reader (Infinity 200, Tecan, Crailsheim, Germany; excitation at 465 nm, emission at 590 nm) as described previously for cultured HEK 293 cells (Wilde et al., [@B46]). Before measurements, the culture medium in the wells of the 96 well microtiter plate containing HEK 293 cells was replaced by a $\text{HCO}_{3}^{-}$-free Ringer-like solution containing (in mM) NaCl 145, K~2~HPO~4~ 1.6, KH~2~PO~4~ 0.4, D-glucose 5, MgCl~2~ 1, calcium gluconate 1.3, and pH adjusted to 7.4. Fluorescence was measured dynamically at 37°C in each well before and after ASP^+^ addition to $\text{HCO}_{3}^{-}$-free Ringer-like solution, alone or together with increasing phenanthriplatin concentrations, and plotted versus time. ASP^+^ (final concentration 1 or 10 μM for experiments with OCTs or MATEs, respectively) was added after the third sampling interval. Emission from the complete area of the well bottom was analyzed four times and averaged for each well. The initial linear fluorescence increase, measured by linear regression within the first 100 s after addition of ASP^+^ alone or together with phenanthriplatin, represents specific cellular uptake of ASP^+^ across plasma membranes and does not reflect possible toxic effects of phenanthriplatin (Ciarimboli et al., [@B8]; Wilde et al., [@B46]). Background fluorescence was measured for each plate in wells with identical solutions containing no cells and subtracted from each well containing cells. Experiments were performed with cells from one passage of the same day with controls and test replicates in the same plate.

Treatment of cells and preparation of lysates for inductively coupled plasma-mass spectrometry (ICP-MS)
-------------------------------------------------------------------------------------------------------

The ICP-MS determinations of cellular platinum content were performed via external calibration using an ICP-MS instrument (iCAP Qc, Thermo Fisher Scientific). Briefly, the culture medium of cells grown to confluence was removed and replaced by fresh complete cell culture medium containing 10 or 100 μM phenanthriplatin. In studies with the hOCT2 transporters, 100 μM cimetidine (Cim) was added to the incubation solution for selected wells. In experiments with hMATE1 and hMATE2K cells, 1 mM 1-methyl-4-phenylpyridinium (MPP^+^) was added to the incubation solution for selected wells as competitor for the transporter-mediated phenanthriplatin cellular accumulation, since it has a similar affinity for hMATE1 and hMATE2K (4.7 and 3.3 μM, respectively, Astorga et al., [@B1]). After addition of the platinum containing solutions, the cells were incubated for 10 min. Immediately thereafter, the medium was removed and the cells were washed three times with 2 mL of ice cold phosphate-buffered saline (PBS, Biochrom) to remove all extracellular phenanthriplatin. After the PBS was removed, the cells were lysed with 1 mL distilled water. The plates were then incubated for 7.5 min under a microscope at room temperature to observe swelling and bursting of the cells. To ensure complete lysis, this procedure was followed by additional mechanical stress on the cells for 7.5 min on the plate shaker at 400 rpm. The cell lysates were collected with a cell scraper and transferred to 1.5 mL micro-reaction vessels, which were placed in an ultrasonic bath in ice water to destroy residual cell structures. After vortexing and cooled centrifugation (10 min, 4°C, 16,000 g), the supernatant was transferred to polymethylpentene (PMP) vials for storage at −20°C until platinum and protein analyses were performed. An external calibration using a platinum ICP standard (concentration range 10 ng/L to 2 μg/L) was used for quantification. The acquired platinum concentrations were then normalized to the respective protein concentrations obtained via a Bradford assay.

Bradford assay for protein quantitation
---------------------------------------

In order to relate Pt quantitation to protein concentration, thereby normalizing for differences in the number of cells, the amount of protein in each sample was analyzed by using the Bradford assay (Bradford, [@B2]), as previously described (Wehe et al., [@B45]).

Cytotoxicity testing
--------------------

A modified 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay (Mosmann, [@B31]) was used to test the chemosensitivity of cells to phenanthriplatin and, in some experiments, to cisplatin by determining the glycolysis rate via the reduction of the yellow tetrazolium salt MTT to a purple formazan dye, as previously described (Wehe et al., [@B45]). Briefly, after growing for 24 h in the incubator, cells expressing or not hOCT2, hMATE1, hMATE2 or Ctr1 were treated for 10 min with platinum derivatives. Control cells were incubated with drug-free complete cell culture medium. Afterwards, the medium was carefully removed and replaced by 200 μL of fresh complete cell culture medium. After incubation for another 24 h, 10 μL of MTT solution containing 5 mg/mL of the dye were added to each well, and the cells were again incubated for 3 h. The medium was then removed and 100 μL of lysis buffer containing 10% (w/v) sodium dodecyl sulfate and 40% (v/v) dimethylformamide was added to each well. The plates were shaken for 10 min to destroy the cell structure and dissolve the blue formazan dye (Furchert et al., [@B13]; Wehe et al., [@B45]). Finally, the absorbance was measured at 590 nm using an automated microtiter plate reader (Infinite M200; Tecan, Männedorf, Switzerland). The percentage of viable cells in the untreated controls was compared to that for the various treatments. Experiments carried out with DAOY and UW228 cells followed a similar protocol except that these cells were incubated for 24 h with phenanthriplatin.

Western blotting and SDS-page
-----------------------------

For Western blot analysis, DAOY and UW228 cells grown to confluence were solubilized by incubation with PBS containing 1% (w/v) Triton X-100. After 45 min on ice, cell lysates were centrifuged for 1 min at 2,400 g at 4°C. Following this step, the supernatant was diluted in SDS buffer (Roti-Load 1, Roth) with 100 mM dithiothreitol (DTT) and 8% v/v ß-mercaptoethanol and incubated for 5 min at 95°C. The proteins were then separated by SDS-PAGE and transferred to a polyvinylidene fluoride (PVDF) membrane for Western blot analysis. The membranes were blocked with 3% gelatin from cold-water fish skin (Sigma, Munich, Germany). After incubation with the primary antibodies (anti-OCT2 from Alpha Diagnostics, San Antonio, TX, USA at a 1:1,000 dilution and anti-GAPDH from Cell Signaling, Danvers, MA, USA at a 1:2,000 dilution), membranes were incubated with peroxidase-conjugated anti-mouse (DAKO Deutschland, Hamburg, Germany) at a 1:10,000 dilution. Signals were visualized using a Lumi Light detection system (Roche, Mannheim, Germany).

Statistical analyses
--------------------

Data are presented as mean values ± SEM, with (n) referring to the number of wells. IC~50~ values defined as the concentration of platinum agent required to inhibit uptake of ASP^+^ by 50% and EC~50~ values used to assess cell viability were obtained by sigmoidal concentration-response curve fitting using GraphPad Prism, Version 5.3 (GraphPad Software, San Diego, USA). Unpaired two-sided Student\'s *t*-test was employed to prove statistical significance of the effects. For multiple comparisons, ANOVA with Bonferroni post-test was used. A *P*-value \< 0.05 was considered statistically significant.

Solution and chemicals
----------------------

ASP^+^ was obtained from Molecular Probes (Leiden, The Netherlands). All standard substances were obtained from Sigma (Munich, Germany) or Merck (Darmstadt, Germany) at highest purity available.

Results {#s3}
=======

First, the uptake of ASP^+^, a known substrate of transporters for organic cations, was investigated in competition with phenanthriplatin. As evident from inspection of Table [1](#T1){ref-type="table"} and Figure [1](#F1){ref-type="fig"}, similar phenanthriplatin concentrations inhibit ASP^+^ uptake to 50% (IC~50~) for cells overexpressing OCT1 and OCT2 transporters of murine and human origin. The minimum concentration of phenanthriplatin required to inhibit ASP^+^ transport by 50% was 2 μM. This value was determined for cells overexpressing both human or mouse OCT2. In contrast, the source of the OCT3 transporter significantly affects the extent of ASP^+^ inhibition with phenanthriplatin (3,146 μM for mOCT3 vs. 21 μM for hOCT3).

###### 

EC~50~ (μM) values determined for inhibition of ASP^+^ uptake by human and murine OCTs in the presence of phenanthriplatin.

                                                                                            **Species**                                           
  ----------------------------------------------------------------------------------------- ----------------------------------------------------- ----------------------------------------------------
  **IC**~50~ **(logEC**~50~ ± **SEM) in** μ**M and number of observations (*****n*****)**                                                         
  OCT1                                                                                      17 (−4.77 ± 0.22)                                     19 (−4.72 ± 0.21)
                                                                                            *n* = 6--11                                           *n* = 6--12
  OCT2                                                                                      2 (−5.64 ± 0.05)                                      2[\*](#TN1){ref-type="table-fn"} (−5.67 ± 0.10)
                                                                                            *n* = 6--12                                           *n* = 6--12
  OCT3                                                                                      3,146[\*](#TN1){ref-type="table-fn"} (−2.50 ± 1.07)   21[^\#^](#TN4){ref-type="table-fn"} (−4.67 ± 0.07)
                                                                                            *n* = 6--10                                           *n* = 6--12
  MATE1                                                                                                                                           101[^§^](#TN2){ref-type="table-fn"} (−3.99 ± 0.21)
                                                                                                                                                  *n* = 6--12
  MATE2K                                                                                                                                          57[^&^](#TN3){ref-type="table-fn"} (−4.24 ± 0.07)
                                                                                                                                                  *n* = 15--16

The logIC~50~ values ± SEM and the number of observations are also indicated in parenthesis.

Statistically significant different from the other paralogs (ANOVA);

Statistically significant different from the other paralogs except MATE2K (ANOVA).

Statistically significant different from the other paralogs except OCT1 and MATE1 (ANOVA).

*The hashtag (^\#^) indicates a statistically significant difference from the murine ortholog (t-test)*.

![Apparent affinities (IC~50~) of **(A)** hOCT1 (![](fchem-06-00180-i0001.jpg); *n* = 6--12), hOCT2 (![](fchem-06-00180-i0002.jpg); *n* = 6--12), hOCT3 (![](fchem-06-00180-i0003.jpg); *n* = 6--12), hMATE2K (![](fchem-06-00180-i0004.jpg); *n* = 15--16), and hMATE1 (![](fchem-06-00180-i0005.jpg); *n* = 7--24) and **(B)** mOCT1 (![](fchem-06-00180-i0005.jpg); *n* = 6--11), mOCT2 (![](fchem-06-00180-i0001.jpg); *n* = 6--12), mOCT3 (![](fchem-06-00180-i0002.jpg); *n* = 6--10) for phenanthriplatin. Values are means ± SEM expressed as % of ASP^+^-uptake in the absence of phenanthriplatin, which was set to 100% (control). The IC~50~ values for the inhibition of initial ASP^+^ uptake by phenanthriplatin were 19, 2, 21, 101, and 57 μM for hOCT1, hOCT2, hOCT3, hMATE1, and hMATE2K, respectively. Those for mOCT1, mOCT2, and mOCT3, were 17, 2, and 3,146 μM, respectively.](fchem-06-00180-g0001){#F1}

For what concerns phenanthriplatin interaction with the MATE efflux transporters, a concentration of 101 or 57 μM phenanthriplatin was required to inhibit ASP^+^ transport by 50% in cells overexpressing hMATE1 or hMATE2-K, respectively (Figure [1](#F1){ref-type="fig"}).

The cellular accumulation of platinum in HEK 293 cells expressing hOCT2, hMATE1, or hMATE2K was also investigated (Figure [2](#F2){ref-type="fig"}). Platinum concentrations were determined by ICP-MS following 10 min incubation with 10 or 100 μM phenanthriplatin. When incubated with 10 μM phenanthriplatin, HEK293 cells overexpressing hOCT2 showed significantly higher phenanthriplatin uptake than HEK293 cells expressing hMATE1 or hMATE2K \[340 ± 36 (*n* = 8), 15 ± 4 (*n* = 3), and 57 ± 11 (*n* = 3) μg Pt/g protein, respectively, Figure [2](#F2){ref-type="fig"}\]. When phenanthriplatin was co-incubated with 100 μM cimetidine a significant decreased cellular accumulation of platinum in hOCT2 cells was observed (227 ± 19 μg Pt/g protein, *n* = 8). Incubation of hMATE1 and hMATE2K cells with 100 μM phenanthriplatin resulted in a higher cellular phenanthriplatin accumulation than in experiments using 10 μM phenanthriplatin (122 ± 7 and 494 ± 99 μg Pt/g protein, for hMATE1 and hMATE2K, respectively, both *n* = 3, Figure [2](#F2){ref-type="fig"}), which was significantly inhibited under co-incubation with 1 mM MPP^+^ (33 ± 4 and 151 ± 38 μg Pt/g protein, respectively, both *n* = 3, Figure [2](#F2){ref-type="fig"}).

![Platinum concentration in lysates from HEK293 cells stably transfected with hOCT2 (black columns), hMATE1 (white columns), or hMATE2K (gray columns) after incubation with phenanthriplatin measured by ICP-MS (*n* = 3--8). The cells were incubated 10 min with 10 μM (hOCT2) or 100 μM (hMATE1 and hMATE2K) phenanthriplatin (Phen) alone or together with 100 μM cimetidine (hOCT2) or 1 mM MPP^+^ (hMATE1 and hMATE2K). ^\*^indicates a significant difference from all the respective experiments with inhibitor (unpaired *t*-test); ^\#^indicates a significant difference from the other experiments with 10 μM phenanthriplatin alone (ANOVA); ^§^indicates a significant difference from all other experiments in the presence of 100 μM phenanthriplatin (ANOVA).](fchem-06-00180-g0002){#F2}

These experiments show that both hOCT2 and hMATEs are able to translocate phenanthriplatin across the plasma membrane.

As shown in Figure [3](#F3){ref-type="fig"}, the expression of transporters for organic cations is critical for the cellular toxicity of phenanthriplatin. Cell viability studies show that hOCT2 expression in HEK 293 cells is linked to significant phenanthriplatin toxicity which is reduced upon co-incubation of phenanthriplatin with cimetidine (100 μM), a known substrate for hOCT2 (Figure [3B](#F3){ref-type="fig"}). Cimetidine alone had no significant effect on cell viability. Incubation of cells overexpressing hMATE1 or hMATE2K with 100 μM phenanthriplatin induces significant cell toxicity (Figure [3C](#F3){ref-type="fig"}).

![Cell viability (EC~50~) determined by MTT assay for cells incubated with buffer (control); 10 μM phenanthriplatin (Phen); 10 μM cimetidine (Cim); 100 μM cimetidine; 10 μM phenanthriplatin + 10 μM cimetidine; and 10 μM phenanthriplatin + 100 μM cimetidine, for 10 min. **(A)** HEK 293 WT cells **(B)** HEK 293 hOCT2 cells **(C)** HEK293 hMATE1 and hMATE2K cells. Above the columns is the number of experiments. The asterisk (^\*^) indicates a statistically significant difference compared to the other columns, ^\#^a statistically difference compared to all the other columns except than to 10 μM phenanthriplatin + 10 μM cimetidine (ANOVA).](fchem-06-00180-g0003){#F3}

Because the copper transporter 1 (Ctr1) has also been implicated in the cellular uptake of platinum drugs (Holzer et al., [@B20]), we investigated its possible involvement in phenanthriplatin cellular uptake using MEFs derived from WT (Ctr1^+/+^) and Ctr1^−/−^ mice. We first evaluated whether phenanthriplatin has a toxic effect on MEFs and whether such an effect depends on the expression of Ctr1. Figure [4](#F4){ref-type="fig"} shows that phenanthriplatin is toxic both to Ctr1^+/+^ and Ctr1^−/−^ MEFs. Conversely, cisplatin, a known substrate for Ctr1, (Ishida et al., [@B23]; Holzer et al., [@B21]), used as a control, was toxic to Ctr1^+/+^ but not to Ctr1^−/−^ MEFs. Lower phenanthriplatin concentrations (\<1 mM) did not change the cell viability in Ctr1^+/+^ and Ctr1^−/−^ MEFs (not shown).

![Cell viability of Ctr1^+/+^ and Ctr1^−/−^ MEFs incubated with buffer (control); 1 mM phenanthriplatin or 1 mM cisplatin for 10 min. The number of experiments is listed above each column. The asterisk (^\*^) indicates a statistically significant difference compared to the other columns, ^\#^a statistically difference compared to all the other columns except than to 1 mM cisplatin in Ctr1^+/+^ MEFs or to 1 mM phenanthriplatin in Ctr1^−/−^ MEFs (ANOVA).](fchem-06-00180-g0004){#F4}

Screening a panel of several tumor cell lines resulted in the identification of two medulloblastoma cell lines, DAOY and UW228, which differed with respect to the expression of mRNA for hOCT2 (Supplementary Figure [2](#SM1){ref-type="supplementary-material"}). The differential protein expression of hOCT2 in these two cell lines was determined by Western blot, with DAOY expressing more hOCT2 than UW228 (Figure [5](#F5){ref-type="fig"}). Also other transporters, such as hMATE1, seem to be expressed at lower level in UW228 than DAOY cells (Supplementary Figure [2](#SM1){ref-type="supplementary-material"}).

![**(Upper)** Western blot analysis of hOCT2 expression in DAOY and UW228 cells. M is the marker lane. 1, 2, 3 are lysates from three different DAOY passages; 4, 5, and 6 are lysates from three different UW228 passages. Lane 7 contains lysate from hOCT2-HEK cells as a control. The respective bands corresponding to the signal of GAPDH are also shown. **(Lower)** Densitometric analysis of the Western blot, showing the hOCT2 expression in relation to the GAPDH expression. Above the columns is the number of experiments. The asterisk (^\*^) indicates a statistically significant difference compared to the other column (unpaired *t*-test).](fchem-06-00180-g0005){#F5}

The determination of EC~50~ for phenanthriplatin toxicity measured by MTT assay after 24 h incubation with 10^−8^--10^−3^ M phenanthriplatin showed that DAOY cells are more sensitive to phenanthriplatin than UW228 cells, EC~50~ = 0.9 vs. 2.8 μM, respectively (Table [2](#T2){ref-type="table"}). Using these EC~50~ concentrations, we tested whether competition for uptake by hOCT2 by a 10-fold higher cimetidine concentration can protect these cells from phenanthriplatin toxicity. Only DAOY cells could be efficaciously protected against phenanthriplatin toxicity by cimetidine (Figure [6](#F6){ref-type="fig"}).

###### 

EC~50~ (logEC~50~ ± SEM) in μM for viability of DAOY and UW228 cells after 24 h incubation with phenanthriplatin.

  **DAOY**                                         **UW228**
  ------------------------------------------------ ---------------------------------------------------
  **IC**~50~ **(logEC**~50~ ± **SEM) in** μ**M**   
  0.9 (−6.05 ± 0.02)                               2.8[\*](#TN5){ref-type="table-fn"} (−5.55 ± 0.03)
  *n* = 23--24                                     *n* = 24

*n, number of replicates for tested concentration*.

*The asterisk (\*) denotes a statistical difference from DAOY, unpaired t-test*.

![Effects of 24 h incubation of DAOY (empty columns) or UW228 (filled columns) cells with buffer (control) alone and in the presence of 1 or 3 μM phenanthriplatin alone and together with a 10-fold higher concentration of cimetidine on cell viability measured with an MTT-assay. As a further control, experiments performed only in the presence of cimetidine are also shown. Above the columns is the number of experiments. The asterisk (^\*^) indicates a statistically significant difference compared to the other columns, ^\#^a statistically difference compared to the control experiments (ANOVA).](fchem-06-00180-g0006){#F6}

Discussion {#s4}
==========

Transporters for organic cations, when expressed in polarized cells such as hepatocytes and renal proximal tubules cells, mediate the vectorial movement of substances through cells, which under physiological conditions results in the secretion of organic cations into the bile and urine, respectively. hOCT1 and hOCT2 are expressed in the basolateral membrane of hepatocytes and renal proximal tubule cells, respectively, whereas hMATEs are localized on the apical domain of these cells (hMATE2K is only expressed in the kidneys; Harrach and Ciarimboli, [@B18]). For this reason, hOCT1 and hOCT2 mediate the first step of secretion, that is, the uptake of substrates into the cell, and hMATE1 with hMATE2K are important for the final secretion step that delivers the substrates to the bile and urine. These transporters play an important role in the development of side effects caused by platinum drugs, including cisplatin and oxaliplatin. For example, cisplatin causes significant nephrotoxicity, ototoxicity, and peripheral neurotoxicity, whereas oxaliplatin exerts mainly a toxic effect on peripheral nerves (Rabik and Dolan, [@B35]; Hucke and Ciarimboli, [@B22]). Cisplatin is a known substrate of hOCT2 (Ciarimboli et al., [@B9]) and hOCT3 (Guttmann et al., [@B17]), and hOCT2-mediated cisplatin uptake has been implicated in the development of side effects (Ciarimboli et al., [@B7]; Sprowl et al., [@B43]; Lanvers-Kaminsky et al., [@B28], [@B29]; Lanvers-Kaminsky and Ciarimboli, [@B27]). Oxaliplatin is also a known substrate for hOCT2 (Zhang et al., [@B49]; Yokoo et al., [@B47]; Yonezawa and Inui, [@B48]), and uptake by this transporter has been linked to the development of peripheral neurotoxicity (Sprowl et al., [@B42]). Both cisplatin (see Supplementary Figure [1](#SM1){ref-type="supplementary-material"}) and oxaliplatin interact with very low affinity with hMATE1, but only oxaliplatin is a substrate of the kidney-specific hMATE2K and is excreted by this transporter in the urine, explaining the lower nephrotoxicity of oxaliplatin (Yokoo et al., [@B47]; Estrela et al., [@B11]).

In the present work, we find that phenanthriplatin is a substrate of hOCT2, hMATE1, and hMATE2K. Co-incubation with specific inhibitors significantly decreased phenanthriplatin accumulation by the transporters. Moreover, expression of these transporters correlated well with phenanthriplatin toxicity.

Phenanthriplatin altered the transport of ASP^+^ mediated by hMATE1 and hMATE2K. Compared with the cisplatin inhibition of hMATE1 and hMATE2K (see Supplementary Figure [1](#SM1){ref-type="supplementary-material"}), phenanthriplatin is much more able than cisplatin to robustly inhibit the transport of ASP^+^ mediated by hMATE1 and hMATE2K (IC~50~ = 101 and 57 μM, respectively). This observation suggests a potential protective action of hMATEs against eventual cellular toxicity.

Comparison of the IC~50~ values for inhibition of ASP^+^ transport by human and murine OCTs reveals that OCT1 and OCT2 behave the same in the two species. Conversely, large differences in apparent affinities of hOCT3 and mOCT3 were found. Indeed, different properties for rodent and human orthologues have previously been reported (Schlatter et al., [@B38]). These results are of great importance for the proper interpretation of translational studies (Schlatter et al., [@B38]).

The presence of Ctr1 sensitizes MEFs to the toxic effects of cisplatin, as confirmed by experiments with Ctr1^−/−^ MEFs, where no decrease in cell viability after treatment with cisplatin was observed (Figure [4](#F4){ref-type="fig"}). The toxicity of phenanthriplatin was still present in Ctr1^−/−^ MEFs even though at lower level than in Ctr1^+/+^ MEFs. These results suggest that Ctr1 does not have the same importance for phenanthriplatin uptake as it does for cisplatin. Because tumor cells are more sensitive to phenanthriplatin than to cisplatin (Park et al., [@B34]), we screened the expression of transporters in several tumor cell lines and found that the medulloblastoma cells DAOY and UW228 have different hOCT2 expression, both at the mRNA (not shown) and protein (Figure [5](#F5){ref-type="fig"}) levels. These cells also display a differential sensitivity to phenanthriplatin. The DAOY cells, which express more hOCT2 and hMATE1, show the greatest increase in sensitivity (Table [2](#T2){ref-type="table"}). Inhibition of phenanthriplatin transport through hOCT2 by cimetidine significantly decreased the toxicity of this compound in DAOY but not in UW228 cells, further supporting a role of hOCT2 in amplifying phenanthriplatin toxicity against tumor cells.

Conclusions {#s5}
===========

Here we show that phenanthriplatin interacts with transporters for organic cations and that it is even more effective against tumor cells expressing hOCT2. This observation indicates that phenanthriplatin may be especially effective in the treatment of cancers that express OCTs, such as colon cancer cells. However, the interaction of phenanthriplatin with OCTs suggests that its use as chemotherapeutic agent may be complicated by greater OCT-mediated toxicity. Unlike cisplatin, phenanthriplatin interacts with high specificity with hMATE1 and hMATE2K in addition to hOCT2, which may facilitate its efflux from the cells and thereby decrease overall toxicity.
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